Follistatin (FST) is involved in hair follicle morphogenesis. However, its effects on hair traits are not clear. This study was designed to investigate the effects of FST gene single nucleotide polymorphisms (SNP) on wool quality traits in Chinese Merino sheep (Junken Type). We performed gene expression analysis, SNP detection, and association analysis of FST gene with sheep wool quality traits. The real-time RT-PCR analysis showed that FST gene was differentially expressed in adult skin between Chinese Merino sheep (Junken Type) and Suffolk sheep. Immunostaining showed that FST was localized in inner root sheath (IRS) and matrix of hair follicle (HF) in both SF and Suffolk sheep. Sequencing analysis identified a total of seven SNPs (termed SNPs 1-7) in the FST gene in Chinese Merino sheep (Junken Type). Association analysis showed that SNP2 (Chr 16. 25,633,662 G>A) was significantly associated with average wool fiber diameter, wool fineness SD, and wool crimp (P < 0.05). SNP4 (Chr 16. 25,633,569 C>T) was significantly associated with wool fineness SD and CV of fiber diameter (P < 0.05). Similarly, the haplotypes derived from these seven identified SNPs were also significantly associated with average wool fiber diameter, wool fineness SD, CV of fiber diameter, and wool crimp (P < 0.05). Our results suggest that FST influences wool quality traits and its SNPs 2 and 4 might be useful markers for marker-assisted selection and sheep breeding.
Introduction
Sheep (Ovis aries) play an important role in the global agriculture economy being one of the earliest domesticated animal. Sheep are raised for wool, meat, skin and milk. A number of sheep breeds have been bred for different purposes. The Merino is an old and influential sheep a1111111111 a1111111111 a1111111111 a1111111111 a1111111111 breed, and Merino wool is the finest and softest wool obtained from sheep. Chinese Merino sheep (Junken Type) breeding started in 1972 and, to date, six strains of Chinese Merino sheep (Junken Type) have been developed for various purposes: the superfine wool strain (SF), the prolific wool strain (PW), the prolific meat strain (PM), and strains A, B, and U [1] . Strain A was selected for large body size and high wool yield, strain B was selected for long wool fiber, and strain U was selected for long wool fiber, high wool yield, and lower fiber diameter [1] .
Wool quality traits are polygenic traits, and several of genes have been reported to be associated with sheep wool quality traits. Two SNPs in keratin-associated protein 8.1 (KAP 8.1) gene and one SNP in keratin-associated protein 1.3 (KAP 1.3) gene were shown to be associated with average wool fiber diameter in Chinese Merino sheep [2] . A 57-bp deletion of keratinassociated protein 6.1 (KAP 6.1) gene was associated with wool fineness SD and CV of fiber diameter in Southdown × Merino cross lambs [3] . Two SNPs in keratin-associated protein 22.1 (KAP 22.1) gene and six SNPs in desmoglein 4 (DSG 4) gene were shown to influence wool crimp in Southdown × Merino cross lambs and Tan sheep, respectively [4, 5] . In addition, our previous study showed that nine SNPs of methionine synthase (MTR) gene were associated with average wool fiber diameter in Chinese Merino sheep [6] .
Follistatin (FST) was first isolated from bovine and porcine ovarian follicular fluid in 1987 [7, 8] . FST gene is located on human chromosome 5, mouse chromosome 13, cow chromosome 20, and sheep chromosome 16. Ovine FST gene is a relatively small gene consisting of six exons spanning around 6 kb of genomic region and encodes two protein isoforms due to the alternative splicing: FST344 and FST317. Signal peptide removal of FST344 and FST317 yields mature polypeptides of 315 (FST315) and 288 (FST288), respectively. As a secreted glycoprotein, FST inhibits activin activity by two mechanisms. First, FST288 binds to activin at the membrane surface to form the follistatin/activin complex, and then this complex is endocytosed and degraded by the lysosome. Second, FST315 binds to activin and prevents activin binding to its receptors [9, 10] .
FST is widely expressed in mammalian tissues and organs, such as ovary, skin, and skeletal muscle [9, 11, 12] . In situ hybridization analysis showed that FST gene transcript was expressed in hair placode, outer root sheath, and interfollicular epidermis in mouse embryonic hair follicles [13] . Further immunostaining showed that the FST was expressed in the hair placode, matrix, and inner root sheath as well as the interfollicular epidermis in mouse embryonic hair follicles [13] . It has been shown that FST is involved in the regulation of hair follicle morphogenesis. Knockout mouse studies showed that homozygous FST knockout mice died shortly after birth because of impaired lung development [14] . Histological analysis showed that, at 18.5 days post coitus, FST knockout embryos had a higher percentage of hair follicles in the early stages (stages 1 and 2) and a lower percentage of hair follicles in more advanced stages (stages 3 and 4) in the back skin, compared with their littermate control embryos [13] , indicating that FST knockout retards mouse hair follicle morphogenesis. Compared with their littermate control, the homozygous FST knockout newborn mice had curlier whiskers [14] . A transgenic mouse study showed that compared with their littermate control, FST transgenic mice had normal body weight and body size, but shinier and more irregular hair [15] . Furthermore, an epidermis-specific transgenic overexpression of FST caused thinner epidermis, smaller hair follicles, and more irregular hair [16] .
Although it has been demonstrated that FST regulates hair follicle morphogenesis [13] , its effects on hair traits are not clear. Here, to study the effects of FST gene on hair traits, we performed gene expression analysis as well as single nucleotide polymorphisms detection followed by association analysis of FST gene with sheep wool quality traits in Chinese Merino sheep (Junken Type).
Materials and methods

Ethics statement
All animal work was conducted according to the guidelines for the care and use of experimental animals established by the Ministry of Science and Technology of the People's Republic of China (Approval number: 2006-398), and was approved by the Laboratory Animal Management Committee of Northeast Agricultural University.
Animal resource population and phenotyping
A total of 744 Chinese Merino sheep (Junken Type) were used in this study, from the Xinjiang Academy of Agricultural and Reclamation Science. These sheep were from six strains of Chinese Merino sheep (Junken Type) (strain A (n = 152), strain B (n = 103), the prolific meat strain (PM, n = 134), the prolific wool strain (PW, n = 138), the superfine wool strain (SF, n = 181) and strain U (n = 36)). Strain A was selected for large body size and high wool yield, strain B was selected for long wool fiber, and strain U was selected for long wool fiber, high wool yield, and lower fiber diameter [1] . In addition, sixteen ewes (eight from each of SF and Suffolk sheep) were used for FST gene expression analysis. Of these sixteen sheep, the three SF strain sheep were slaughtered at 240 d of age, and the body side skin, skeletal muscle, small intestine, ovary, heart, liver, spleen, pituitary gland, kidney, rumen, and pineal gland samples were collected and other five SF strain sheep were slaughtered at 240 d of age for collecting only body side skin samples. The eight Suffolk sheep were slaughtered at 240 d of age for collecting only body side skin samples. All collected tissue samples were snap-frozen in liquid nitrogen and stored at-80˚C until analyzed. All sheep were kept in the same environmental conditions and had free access to feed and water. The ear notch samples and wool samples were collected at shearing. The wool quality traits were measured following the guidelines of the China Fiber Inspection Bureau and International Wool Textile Organization [17] . A total of five traits were measured and recorded: average wool fiber diameter, wool fineness SD, CV of fiber diameter, wool crimp, and wool fiber length.
DNA and RNA extraction and cDNA synthesis
Genomic DNA from the 744 samples was isolated from ear tissue samples using the phenolchloroform method and stored at-20˚C for genotyping [18] . Total RNA from the frozen tissues was isolated with Trizol reagent (Invitrogen, Rockville, MD) according to the instructions, and RNA quality was assessed by denaturing formaldehyde agarose gel electrophoresis. Total RNA (1μg) was reverse transcribed to cDNA using Promega Improm-II reverse transcription System (Promega, Madison, WI) following the instructions. , where ΔCt = Ct FST −Ct GAPDH . GAPDH gene was served as internal standard for normalization. Data were analyzed with SAS 8.0, in which a t-test or ANOVA procedure to examine the significance of difference in gene expression. P-value < 0.05 was considered as statistically significant and P-value < 0.01 was considered as highly significant, unless otherwise specified.
Real-time reverse transcription-PCR
Histology and immunostaining
The body side skin was collected from six ewes (three from each of SF and Suffolk sheep). Skin samples were fixed in 10% neutral-buffered formalin, embedded in paraffin, sectioned, and stained with hematoxylin and eosin. Paraffin embedded sections were stained following a standard immunohistochemical staining protocol. Paraffin sections (8 μm thick) were blocked with 10% goat serum (room temperature, 20 min), and were incubated overnight at 4˚C with polyclonal rabbit anti-human FST antibody (sc-30194, Lot #A1644. Santa Cruz Biotechnology, Inc.) at a 1:100 dilution. After rinsed in phosphate buffer saline, paraffin sections were incubated with biotin conjugated goat anti-rabbit IgG secondary antibody (BOSTER, China) at a 1:1000 dilution for 1 h at 37˚C. Labeling was visualized by DAB kit (BOSTER, China). The images were taken under a Nikon microscope (ECLIPSE 80i, Japan).
Single nucleotide polymorphism detection in the ovine FST gene
In an effort to identify SNP in a cost-effective manner, SNP discovery was achieved by sequencing PCR products of the pooled DNA samples from 60 Chinese Merino sheep (Junken Type) individuals. Two partial regions (1280 bp and 2101 bp) of the FST gene were amplified by PCR using primer pairs FST-1 and FST-2, respectively ( Table 1 ). The PCR products were purified and sequenced by Invitrogen (Shanghai, China). The sequences were aligned using the Align X function of Vector NTI (Informax, Rockville, MD). SNPs were identified by double peaks at a single base in the chromatograms.
Genotyping of the ovine FST gene
A multiplexed SNP single base extension (SBE) assay was designed by using Sequenom Assay Design 3.1 software (Sequenom, San Diego, CA) according to the instructions. Genotyping was performed by using a 384-well plate format on the Sequenom MassARRAY platform (Bioyong Technologies Inc., Beijing, China) during the year 2012. The raw data files generated by Mass Array Sequenom were analyzed for the intensity peaks of calibrant to ascertain the quality of the data as previous described [19] . An overall call rate of >95% was maintained. For every 96 samples (a quadrant of the Sequenom chip), four samples were duplicated and the call rates were checked for concordance. The calls in the negative control (no DNA) were also monitored in all the runs. Reproducibility was 100% in the present study.
Statistical analysis
Correlation analysis between FST gene expression in skin and average wool fiber diameter was subjected to the Pearson procedure of IBM SPSS 19.0 (US). Genotype and allele frequencies 2) . The haplotype analysis was conducted in SAS/GENETICS using the PROC HAPLOTYPE procedure with a sliding window (S1 Table) . This procedure uses the Expectation Maximization (EM) algorithm to generate maximum likelihood estimates of the haplotype frequencies. Before analyzing the association between the identified SNPs and wool quality traits, we performed the data preprocessing: if the number of one genotype was fewer than 5% × the total number of samples, we removed the data for this genotype.
Based on the characteristics of Chinese Merino sheep (Junken Type), the statistical models were:
where Y is the phenotype value; μ is the population mean; genotype (G), haplotype (H), line (L), and age (A) were the fixed effects; G × L, G × A, and A × L were the interaction effect of G by L, G by A, and A by L; H × L, H × A, and A × L were the interaction effect of H by L, H by A, and A by L; and e was the residual effect. Data were subjected to the GLM procedures of John's Macintosh Program 7.0 (JMP, SAS Inst. Inc., Cary, NC), which was used to examine the correlation between genotypes and haplotypes and continuous traits and to evaluate the least squares means. P-value < 0.05 was considered statistically significant, and P-value < 0.01 was highly significant, unless otherwise specified.
Results
Ovine FST gene expression Merino and Suffolk are two different sheep breeds. There is a dramatic difference in average wool fiber diameter between the two sheep breeds [20] . Consistent with the known wool quality difference between Merino and Suffolk, our wool fiber measurement showed that the superfine wool strain (SF) Merino had lower average wool fiber diameter than Suffolk sheep (SF sheep: 17.58 μm; Suffolk: 30.92 μm; P = 0.0009; Fig 1A) . To obtain the clue for understanding the effects of FST gene on sheep wool quality traits, we performed the tissue expression analysis of FST gene in SF sheep and Suffolk sheep by real-time RT-PCR. The results showed that FST gene was ubiquitously expressed in the eleven tested adult tissues of SF sheep ( Fig  1B) , and comparatively highly expressed in the body side skin and ovary (Fig 1B) . Skin expression comparison revealed that FST gene expression was 4.15-fold lower in SF sheep than in Suffolk sheep (P < 0.05; Fig 1C) . Correlation analysis showed that skin FST gene expression was positively significantly correlated to the average wool fiber diameter (Pearson's r = 0.987, P < 0.05), suggesting that FST gene expression variation may contribute to the variation of wool quality traits between SF sheep and Suffolk sheep. Immunohistochemical localization showed that FST was localized in inner root sheath (IRS) and matrix of hair follicle (HF) in both SF and Suffolk sheep (Fig 1D and 1E) .
Identification of SNPs
Sequencing analysis identified a total of seven SNPs (termed SNPs 1-7) in the two overlapping fragments of the ovine FST gene in Chinese Merino sheep (Junken Type). Of these seven SNPs, four (SNPs 1-4) were located in intron 2 of the FST gene, one (SNP5, S216T) was located in exon 4, and two (SNPs 6 and 7) were located in intron 4. The nomenclature and distribution of the seven identified SNPs were presented in Table 2 .
Frequency of alleles and genotypes
We genotyped these seven identified SNPs in 744 individuals of six Chinese Merino sheep (Junken Type) strains (A, B, PM, PW, SF and U) using the SBE assay. In the tested population, three genotypes were found for each of these seven identified SNPs (S2 Table) . The MAF of these seven SNPs ranged from 4.76% to 41.83% (Table 3 ). The observed heterozygosities and expected heterozygosity of these seven SNPs ranged from 0.0237 to 0.4533 and 0.0907 to 0.4867, respectively. Except SNP6, the observed heterozygosities of all other SNPs were lower than the expected heterozygosity ( Table 3 ). The allele frequencies observed for the seven identified SNPs in the six tested strains were summarized in S2 Table. The polymorphism information content (PIC) analysis showed that at species level, SNPs 1-3, SNPs 5 and 6 were in low diversity (PIC < 0.25), and SNPs 4 and 7 were in moderate diversity (0.25 < PIC < 0.5) ( Table 4) , but at population level, except SNP7 which was in moderate diversity (0.25 < PIC < 0.5), the other six SNPs were almost in low diversity (PIC < 0.25) ( Table 4) . We also performed the Shannon's information index (I) test for the seven identified SNPs in the six tested strains (Table 5 ). The results showed that, compared to other six SNPs, SNP7 had the largest I score at species and population levels, suggesting that the tested population had high genetic diversity based on SNP7 data (Table 5 ). Statistical analysis showed that the PIC was positively significantly correlated with the I score (Pearson' s r = 0.999, P < 0.05). The χ 2 test
showed that among these seven identified SNPs, SNPs 2 and 3 were not in Hardy-Weinberg equilibrium based on the combined data (Table 3 , P < 0.05).
Association of SNPs in the FST gene with wool quality traits
Using JMP 7.0, we analyzed the association between the identified SNPs and wool quality traits using the linear model 1. As shown in Table 6 , in the tested Chinese Merino sheep (Junken Type) population tested, SNP2 was significantly associated with the average wool fiber diameter and wool crimp, and SNP4 was significantly associated with wool fineness SD (P < 0.05). In addition, SNP2 was highly significantly associated with wool fineness SD, and SNP4 was highly significantly associated with and CV of fiber diameter (Table 6 , P < 0.01).
Sheep with the GG genotype of SNP2 had significantly higher average wool fiber diameter and wool fineness SD but significantly lower wool crimp than the sheep with AA genotype Polymorphism information content = PIC. PIC < 0.25 means low diversity; 0.25 < PIC < 0.5 means moderate diversity; PIC > 0.5 means high diversity.
https://doi.org/10.1371/journal.pone.0174868.t004 ( Table 6 , P < 0.05). Sheep with the CC genotype of SNP4 had significantly lower wool fineness SD and CV of fiber diameter than the sheep with CT genotype (Table 6 , P < 0.05).
Association of FST gene haplotypes with wool quality traits
The LD analysis showed that the seven identified SNPs were very close but not in complete LD (S1 Fig) , so the haplotype analysis was conducted in SAS/GENETICS with a sliding window (S1 Table) . The haplotype frequencies were showed in S3 Table. Using JMP 7.0, we analyzed the association between FST gene haplotypes and wool quality traits using the linear model 2.
The effects (P-value) of the FST gene haplotypes on wool quality traits in the tested Chinese Merino sheep population were shown in Table 7 . Haplotype 1 (SNP1 and SNP2) and Haplotype 2 (SNP2 and SNP3) were highly significantly associated with average wool fiber diameter, wool fineness SD, and wool crimp ( Table 7 , P < 0.01). Haplotype 3 (SNP3 and SNP4) and Haplotype 4 (SNP4 and SNP5) were significantly associated with wool fineness SD and CV of fiber diameter (Table 7 , P < 0.05).
Discussion
Merino and Suffolk have striking difference in wool quality traits. Merino sheep produce the finest and softest wool, while the Suffolk sheep produce coarse wool. Here, we observed that FST gene was differentially expressed in the skin between Chinese Merino sheep (SF strain) and Suffolk sheep. SNP and haplotype association analyses showed that FST gene polymorphisms were associated with average wool fiber diameter, wool fineness SD, CV of fiber diameter and wool crimp in Chinese Merino sheep (Junken Type).
In the present study, our association analysis showed that FST gene was associated with several sheep wool quality traits. FST knockout and transgenic mouse studies have shown FST regulates hair follicle morphogenesis and cycling [13] [14] [15] [16] . Hair or wool is the product of hair follicle which determines hair phenotype [10] . Therefore, we presumed that FST affect hair quality phenotype by regulating hair follicle morphogenesis and cycling. FST functions by inhibiting activin activity [10] . As expected, knockout and transgenic mouse studies showed that activin A also influences hair follicle morphogensis and hair phenotype [21, 22, 13] . Considering all the above mentioned observations, it was reasonable to conclude that FST gene may be a major gene affecting wool quality traits.
There is a negative correlation between average wool fiber diameter and wool crimp in sheep [23] . In our tested sheep population, SNP2 was significantly associated with both wool fiber diameter and wool crimp. Sheep with the GG genotype of SNP2 had significantly higher average wool fiber diameter and wool fineness SD but significantly lower wool crimp than the sheep with AA genotype (Table 6 , P < 0.05). These data suggested that SNP2 could be a (Table 3) in the tested Merino population. This phenomenon may be explained by the three possible reasons. First, the number of specific genotypes (AG of SNP2 and CC of SNP3) was too small probable due to genetic drift [24] . Second, the economically favorable traits (such as low average wool fiber diameter) have been artificially selected and SNPs 2 and 3 as the beneficial SNPs or in linkage equilibrium with the beneficial SNPs might have been accumulated [25] . Last, the individual with different genotype may have different environmental adaptability and the individual with low environmental adaptability may be eliminated by natural selection [26] .
We previously performed GWAS on the same Chinese Merino sheep (Junken Type) population using the Illumina sheep SNP50 BeadChip [27] , but our GWAS results did not detect the association of FST gene and wool quality traits. This discrepancy may be due to the low density of Illumina sheep SNP50 BeadChip, the high false negative rate of GWAS [28] or different statistical algorithm [27] .
Of these seven identified SNPs, only SNPs 2 and 4 were associated with wool quality traits. These two intronic SNPs may be functional SNPs, or in close linkage with causative alleles that affect FST gene expression, resulting in altered wool quality traits. It has been reported that functional intronic SNPs can affect gene expression by several mechanisms. For example, some of these SNPs affect the transcriptional activity by altering transcription factor binding sites and some of them affect mRNA splicing efficiency [29, 30] , or instead to alter the expression of alternative transcripts [31, 32] . It is worth investigating whether and how SNPs 2 and 4 affect FST gene expression and lead to variations in sheep wool quality traits in the future.
Conclusions
In this study, a total of seven SNPs were identified in the ovine FST gene, and association analysis showed that SNP2 and SNP4 were associated with average wool fiber diameter, wool fineness SD, CV of fiber diameter and wool crimp. SNPs 2 and 4 may be useful for markerassisted selection for high quality wool in Chinese Merino sheep (Junken Type). 
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